. 539 Pvl and Egl genes targeted by RNAi for AC invasion defects. Table S2 . Identification of 99 regulators of AC invasion. Table S3 . RNAi depletion of 99 genes results in an AC invasion defect. Table S4 . Timing and degree of AC invasion into the vulval epithelium: mutant analysis and off-target RNAi controls. Table S5 . Timing and degree of AC invasion into the vulval epithelium: uterinespecific RNAi. Table S6 . Extrachromosomal array and integrated strain generation. Table S7 . Primer sequences and templates used for PCR fusions and restriction enzyme cloning.
Other Supplementary Material for this manuscript includes the following:
(available at www.sciencesignaling.org/cgi/content/full/3/120/ra35/DC1) Table S1 . 539 Pvl and Egl genes targeted by RNAi for AC invasion defects (Excel file). Figure S2 . LAM-1::GFP (laminin) is intact following RNAi targeting the cct complex and 11 other pro-invasive genes at the P6.p 4-cell stage of VPC division. Anterior is left, ventral is down; brackets denote 1° VPCs, and white arrows point to the AC (Nomarski image, left; corresponding wide-field fluorescence, middle; overlay, right). In animals fed L4440 empty vector control RNAi, the BM is removed underneath the AC, as visualized by the absence of the phase-dense line in the Nomarski micrograph and the absence of LAM-1::GFP in the fluorescence micrograph (white arrowhead) underneath the AC. Following RNAi depletion of the cct complex and the remaining 11 genes identified here, whenever an AC invasion defect was observed, the BM underneath the AC was intact, as visualized by the presence of the phase-dense line underneath the AC and uninterrupted LAM-1::GFP expression (n > 10 animals scored for each RNAi target). hbl-1(RNAi) treatment results in precocious vulval precursor cell (VPC) division. At the time of the L2/L3 molt, approximately six hours before AC invasion, the P6.p VPC (white bars) has not undergone cell division in wild-type animals (left). In hbl-1 RNAi depleted animals at the L2/L3 molt as evidenced by loosening of pharyngeal cuticle at the anterior (white arrowhead; right), P6.p has undergone two precocious rounds of division (middle; P6.p 4-cell stage), but the AC has not invaded. White scale bar represents 5 μm; black scale bar represents 50 μm.
L4440
(empty vector)
lin-3>GFP Figure S6 . The AC is correctly specified, as shown by lin-3>GFP, following RNAi depletion of the newly identified regulators of AC invasion. White arrow, AC; Nomarski image, left; corresponding fluorescence image, right.
egl-17>GFP expression
Wild-type 
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Vulvaless
Wild-type mCherry::moeABD Figure S8 . Identification of regulators of invasive membrane formation. The top left micrograph shows invasion of wild-type ACs, whereas all other wide-field fluorescence images are of ACs that failed to invade. An F-actin probe (mCherry::moeABD) was utilized as a marker of the invasive membrane following RNAi directed against the newly identified AC invasion regulators. In both wild-type (during normal invasion) and in Vulvaless (Vul) (lin-3(n1059)/lin-3(n378)) animals with AC (white arrow) invasion defects, F-actin was polarized to the invasive membrane of the AC. RNAi depletion of members of the cct complex (as shown by cct-5 and cct-7), hda-1, and mep-1 resulted in a complete loss of F-actin polarization at the invasive membrane. RNAi targeting the remaining eight genes did not affect F-actin polarization at the invasive membrane. See Fig. 3B for data quantification. In wild-type animals, during normal invasion and after RNAi depletion of cct, mep-1, and hda-1, the ß integrin subunit PAT-3::GFP shows AC (white arrow) surface localization and is concentrated at the invasive cell membrane (black arrowhead), when cotransformed with the α integrin subunit ina-1. Figure S11 . Identification of regulators of the fos-1a pathway. All wide-field fluorescence images except empty vector control (L4440) are of ACs that have failed to invade. A translational reporter, fos-1a::YFP, was utilized to determine whether any of the newly identified AC invasion regulators act upstream of FOS-1A during invasion. In wild-type animals, the fos-1a reporter (fos-1a::YFP) was up-regulated in the AC nucleus at the time of invasion. RNAi depeletion of the cct complex, hda-1, and mep-1 down-regulated FOS-1A::YFP in the AC nucleus. fos-1a(RNAi) effectively knocked down FOS-1A::YFP. RNAi depletion of the remaining seven genes did not decrease FOS-1A::YFP abundance in the AC. See Fig. 3C for data quantification. Figure S12 . Identification of genes act within or parallel to the fos-1a pathway. All wide-field fluorescence images except empty vector control (L4440) are of ACs that have failed to invade. A transcriptional reporter for a target of the fos-1a pathway, zmp-1>CFP, was utilized to determine if any of the newly identified AC invasion regulators act within or parallel to the fos-1a pathway. RNAi targeting 10/12 genes down-regulated zmp-1>CFP in the AC following a defect in AC invasion, while cdc-37 and T03F1.8 RNAi treated animals did not show significant down-regulation of the zmp-1>CFP reporter as compared to empty vector (L4440) controls. See Fig. 3C for data quantification. (10 6 ) that cross the CAM surface (mean Inv ± SEM of three or more experiments) following siRNA knockdown of CCT5 and NLK (*P < 0.001) compared to control (Scr) siRNA treatment, using a single factor ANOVA followed by Tukey's post hoc test for significance. (C and D) Following electroporation with siRNA directed against CCT5 (C) or NLK (D), small populations of MDA-MB-231 cells continue to express BM-invasive activity, likely as a consequence of incomplete target gene silencing or the stochastic activation of alternate invasion programs. In these instances, small numbers of invading cells (outlined with white dashed lines) breach the underlying BM (areas demarcated with yellow arrows). Areas of intact BM are marked with white arrows and the CAM surface is indicated by the black arrows to the right of each panel. Scale bar represents 100 μm. (E) Proliferation (ki67) and (F) migratory activity of MDA-MB-231 cells were unaffected by siRNA-dependent silencing of CCT5 (P = 0.08 (E); 0.20 (F)) or NLK (P = 0.10 (E); 0.27 (F)) (mean ± SEM of 3 experiments). Apoptosis (TUNEL) was less than 1 cell/hpf in scrambled-, CCT5-, or NLKsiRNA-treated cells. 
